Phage 029 deoxyribonucleic acid (DNA) replicated under conditions where semiconservative DNA production in Bacillus subtilis host cells was blocked with 6-(p-hydroxyphenylazo)-uracil (HPUra). The time of initiation of 429 DNA replication was not affected by HPUra, and normal quantities of viable phage were produced in the presence of the inhibitor. Studies with conditional lethal mutants of phage 029 demonstrated the usefulness of HPUra for detection of viral-specific DNA production.
Semiconservative replication of Bacillus subtilis deoxyribonucleic acid (DNA) is specifically inhibited (1) (2) (3) by 6-(p-hydroxyphenylazo)-uracil (HPUra). Under conditions where HPUra completely inhibits B. subtilis DNA replication, replication of the DNA of the virulent phages SP3, SP02C, SP8 (1) , and oe (6) proceeds normally. Since previous studies with the small, virulent B. subtilis phage 029 demonstrated that infection with this virus had little effect on host DNA replication (12), we investigated the possibility of using HPUra to selectively inhibit host DNA production in 029-infected bacteria. Our interest in phage 029 stems from previous studies which demonstrated the usefulness of this small virus for investigations on phage development (8, 9, 11) .
In this communication, we demonstrate the replication of 029 DNA in HPUra-treated B.
subtilis. We use HPUra to determine the time of initiation of 029 DNA replication and to analyze DNA production by various conditional lethal mutants of phage 029.
Conditions for the growth of B. subtilis and infection with phage 029 have been described in detail (5, 7, 10) . HPUra was originally obtained from Bernard Langley of Imperial Chemical Industries, Ltd., and supplied to us by J. Pene. The inhibitor was dissolved in 0.05 M NaOH at a concentration of 5 mg/ml.
Control cultures were treated with an amount of NaOH equivalent to the amount added with the HPUra. The incorporation of 3H-thymidine into trichloracetic acid-insoluble material was measured as described previously (10) . DNA-DNA hybridization was performed under the conditions described elsewhere (10) . Figure 1 demonstrates that HPUra at a concentration of 100 Ag/ml effectively blocks the incorporation of 3H-thymidine into B. subtilis 168 Ind-, Thy-( Fig. 1 Although the semiconservative replication of B. subtilis DNA is blocked by HPUra, the inhibitor has no apparent effect on the metabolism of other cellular macromolecules (1). Thus, it seemed likely that replication of 029 DNA in HPUra-treated cells would result in the production of complete phage particles. 93.8 a B. subtilis 168 Ind-, Thy-was infected with various phages at a multiplicity of 10 in the presence of 100 jig of HPUra per ml. Incubation was for 60 min at 37 C.
b 9H-thymidine (20 Ci/mmole) was used at a concentration of 1 jCi/ml. 9 . 0 x 10lo0 + Mitomycin C (25 jig/ml) 3 .5 x 107 a Bacteria at a concentration of 2 x 108 cells/ml were infected with phage 029 at a multiplicity of 10 and incubated for 90 min at 37 C. synthesized in the presence of HPUra to produce a normal complement of phage and that the semiconservative replication of host DNA is not a requirement for phage 029 production.
